Purpose: To evaluate molecular and immunohistochemical markers to develop a molecular grading of urothelial bladder cancer and to test these markers in voided urine samples. Experimental Design: 255 consecutive biopsies from primary bladder cancer patients were evaluated on a tissue microarray. The clinical parameters gender, age, adjacent carcinoma in situ, and multifocality were collected. UroVysion fluorescence in situ hybridization (FISH) was done. Expression of cytokeratin 20, MIB1, and TP53 was analyzed by immunohistochemistry. Fibroblast growth factor receptor 3 (FGFR3) status was studied by SNaPshot mutation detection. Results were correlated with clinical outcome by Cox regression analysis. To assess the predictive power of different predictor subsets to detect high grade and tumor invasion, logistic regression models were learned. Additionally, voided urine samples of 119 patients were investigated. After cytologic examination, urine samples were matched with their biopsies and analyzed for loss of heterozygosity (LOH), FGFR3 mutation, polysomy, and p16 deletion using UroVysion FISH. Receiver operator characteristic curves for various predictor subsets were plotted. Results: In biopsies, high grade and solid growth pattern were independent prognostic factors for overall survival. A model consisting of UroVysion FISH and FGFR3 status (FISH + FGFR3) predicted high grade significantly better compared with a recently proposed molecular grade (MIB1 + FGFR3). In voided urine, the combination of cytology with LOH analysis (CYTO + LOH) reached the highest diagnostic accuracy for the detection of bladder cancer cells and performed better than cytology alone (sensitivity of 88.2% and specificity of 97.1%). Conclusions: The combination of cytology with LOH analysis could reduce unpleasant cystoscopies for bladder cancer patients. (Cancer Epidemiol Biomarkers Prev 2009;18(6):1798-806) 
Introduction
At the time of first diagnosis, ∼70% of bladder tumors are noninvasive papillary low-grade tumors (pT a ). Despite the fact that the majority of urothelial bladder tumors are clinically benign, regular cystoscopic follow-up at intervals is done in all patients with non-muscle-invasive bladder cancer after complete transurethral resection to detect recurrence and progression.
Mutations of the tumor suppressor genes TP53 and RB1 are common and have predictive value in clinical studies of invasive bladder cancer (1) (2) (3) . Although TP53 alterations have been suggested as prognostic marker in pT a tumors (4), the prognostic value of both TP53 and RB1 is restricted to invasive tumors. In non-muscle-invasive bladder cancer, homogeneous expression of cytokeratin 20 (CK20; ref. 5 ), lack of fibroblast growth factor receptor 3 (FGFR3) mutations (6, 7) , and high nuclear Ki-67 labeling index (7) show promise in predicting recurrence. Mutations in the FGFR3 gene are very frequent in pT a bladder tumors (∼75%; refs. 7-10). Hernandez et al. have determined the frequency and the prognostic value of FGFR3 mutations in patients with primary non-muscle-invasive bladder cancer in a large prospective study (n = 772; ref. 11) . In analogy to the data presented by van Rhijn et al. (6) , their findings strongly support the notion that FGFR3 mutations characterize a subgroup of bladder cancers with good prognosis. However, there is no prospectively evaluated set of molecular markers with sufficient predictive power to select patients for a differential therapeutic approach.
Conventional urine cytology is used as a complement to cystoscopy for the detection of new bladder carcinomas and recurrences. However, application of cystoscopy every 3 to 6 months is very unpleasant for the patient. In the past, the low sensitivity of urine cytology reported in diagnosing low-grade papillary tumors has limited its use and prevented cytology from replacing cystoscopy (12) . Fluorescence in situ hybridization (FISH)-based detection systems are currently used in conjunction with cystoscopy for the examination of bladder washings and voided urine samples. The use of UroVysion Multicolor FISH (Vysis), a FISH assay for detection of bladder cancer, based on the use of voided urine samples, has been evaluated in multiple studies (13) (14) (15) . The UroVysion FISH test was the first and only test approved by the U.S. Food and Drug Administration, which uses DNA probes to identify aneuploidy for chromosomes 3, 7, and 17 and loss of the 9p21 locus in urine specimens from subjects with urothelial bladder cancer. van Rhijn et al. (16) have systematically reviewed urine markers for bladder cancer surveillance. Urinary cytology afforded a median sensitivity of 35% (range, 13-75%), whereas the median sensitivity for FISH and microsatellite analysis was 79% (range, 70-86) and 82% (range, 75-92%). Microsatellite analysis of loss of heterozygosity (LOH) and FISH were among the most promising markers for surveillance (16) . We and others have previously shown that the detection of bladder carcinoma cells can be improved by standardized microsatellite analysis (17, 18) . Over 93% of patients with recurrent bladder cancer disease were identified by a combination of microsatellite (LOH) analyses and cytology of their voided urine samples.
High histologic grade as a marker for chromosomal instability is the clinically most important marker for increased risk of progression to muscle-invasive disease. However, histologic grading has a high interobserver variability with varying prognostic implications (19) .
The aim of the current study was to systematically evaluate a set of molecular and immunohistochemical markers to (a) develop a reliable molecular grading of urothelial bladder cancer and (b) evaluate the usefulness of these markers to detect bladder cancer cells in voided urine.
Materials and Methods
Bladder Cancer Tissue Microarray. A tissue microarray was constructed as described previously (10) from 255 consecutive, formalin-fixed, paraffin-embedded, primary urothelial bladder cancer tissues (Institute of Pathology, University of Regensburg). Clinical data were obtained from the Central Tumour Registry Regensburg and by telephone interviews (M.B. and S.D.) in case of missing data. The tissue microarray contained two tissue cores of each tumor specimen. The Institutional Review Board of the University of Regensburg approved analysis of tissues from human subjects. H&E-stained slides of all tumors were evaluated by a single surgical pathologist (A.H.). Tumor stage and grade were assigned according to International Union Against Cancer and WHO criteria (20) . Invasive bladder carcinomas were graded as either low grade (G2) or high grade (G3). Growth pattern was determined for all invasive tumors (≥pT 1 ). Papillary growth was defined by the presence of a papillary tumor component (≥20%) with a histologic grade identical to the invasive tumor. All other tumors were considered to have a solid growth pattern. Clinicopathologic data are summarized in Supplementary Table S1 . Retrospective clinical follow-up data were available regarding the endpoints recurrence-free and overall survival. The median follow-up period was 77 months (range, 0-166 months). Thirty-eight Urine Samples. As described previously (17) , voided urine samples of 119 patients scheduled for transurethral resection were prospectively collected over a period of 20 months and matched with their corresponding biopsies. Of these, 81 biopsies proved to be neoplastic on histologic examination. Characteristics are given in Supplementary  Table S2 . Additional 38 urine samples were collected from patients whose biopsies turned out to be histologically normal or displayed inflamed urothelium without presence of neoplastic cells. Half of these tumor-negative samples were derived from patients without previous history of bladder cancer. All urine samples (15 mL) were directly collected at the Department of Urology, University Hospital Zurich, shortly before transurethral resection. The urine samples were centrifuged at 1,300 × g for 10 min and sediments were immediately processed for cytologic examination and FISH analysis. This study has been approved by the local ethics committee (StV-14/2003; July 30, 2003) and informed consent was obtained from all patients.
Cytologic Examination of Urine Sediments. Urine sediments were resuspended in PBS and one to three cytospin slides were prepared from an aliquot. The slides were fixed with Cytostat 400 solution (Simat) and stained with standard Papanicolaou. A cell density between 25 and 50 cells per visual field using a ×20 objective was regarded as sufficient for analysis. Slides were reviewed in a blinded fashion by a cytopathologist (B.P.) and classified according to the following morphologic criteria: cells with severe atypia diagnostic of neoplasia (P), moderately atypical cells suspicious of neoplasia (S), cells with reactive alterations (NR), and cells with normal morphology (N).
Immunohistochemistry. Immunohistochemical studies were done as described previously (10) One surgical pathologist (A.H.) performed a blinded evaluation of the slides. Positive TP53 immunoreactivity was defined as strong nuclear staining in >10% of the tumor cells. The percentage of MIB1-positive cells of each specimen was determined as described previously (21) . High MIB1 labeling index was defined if >25% of the tumor cells were positive (7). CK20 staining was defined as normal (superficial staining pattern) or abnormal (negative or >10% stained) according to Harnden et al. (5) .
DNA Isolation. Genomic DNA of paraffin-embedded tumors on the tissue microarray was isolated from 1.5 mm punch biopsies of the paraffin blocks (one tissue core per case). Tumor areas were marked by a surgical pathologist (A.H.) to ensure a tumor cell content of at least 80%. DNA isolation was done using the Magna Pure DNA isolation kit (Roche) according to the manufacturer's instructions. DNA from urine samples was extracted and purified with a DNA Blood Mini-Kit (Qiagen) following instructions of the manufacturer. For the few samples containing only little DNA, at least 2 ng DNA was applied.
FGFR3 Mutation Analysis. FGFR3 mutation analysis was done using the SNaPshot method (22) . All mutations were verified by a second and independent SNaPshot analysis. FISH Analysis of Paraffin Specimens. Multicolor FISH was done using the UroVysion probe set (Abbott Laboratories) according to the manufacturer's instructions to assess aberrations of chromosomes 3, 7, and 17 by centromeric probes and to detect relative deletions of p16 on locus 9p21 (23) . For each case, 50 nuclei were selected for scoring according to morphologic criteria using 4′,6-diamidino-2-phenylindole staining. Only nonoverlapping intact nuclei were scored. Clearly distinguishable nonurothelial cells were disregarded. All hybridizations were evaluated by two investigators (R.S. and I.S.) with random quality control checks (A.H.). Each cell was simultaneously analyzed for centromeric signals of chromosomes 3, 7, and 17 and the p16 locus on 9p21. A cell was considered aberrant if at least one of three centromeric signals was amplified (>2 signals per cell) or if 9p21 was deleted. Polyploid cells (4 signals of all the three probes) were regarded normal (euploid). A relative deletion of the p16 locus (CDKN2A) was recognized if the signal number of 9p21 was >1 unit lower than the mean value of the centromeric signals. Based on the occurrence of polysomy and deletions of 9p21 in non-tumor-associated bladder urothelium of patients with benign prostatic hyperplasia (n = 10), a cutoff was defined using three times the SD (23) . Accordingly, a case was considered aberrant if >9 cells of 50 showed polysomy (>18% of the cells). A sample was considered carrying a deletion of p16 if >7 of 50 cells (>14% of the cells) showed a relative deletion of 9p21.
FISH Analysis of Voided Urine Samples. In each case, 25 selected cells were analyzed. The cell selection criteria included patchy and lighter nuclear 4′,6-diamidino-2-phenylindole staining, nuclear enlargement, irregular nuclear contour, and presence in a small cluster. Overlapping cells were not analyzed. Samples were scored as FISH positive, if ≥4 cells showed at least 3 copies of any of the centromeric signals for chromosomes 3, 7, and 17 and if ≥12 cells displayed a homozygous loss of 9p21 (17) . Due to technical reasons, only 2 of the 38 (5%) nonneoplastic urine samples were analyzable with FISH.
Statistical Analysis. Statistical analyses were completed using SPSS version 16.0 (SPSS) and R (24) . Differences were considered significant if P < 0.05. All samples were considered independent.
Associations between measured parameters were obtained by applying χ 2 and two-sided Fisher's exact tests. The Kaplan-Meier method was used to compare curves for the different variables with regard to recurrence-free and overall survival, with significance evaluated by twosided log-rank statistics. For the analysis of recurrence-free survival, patients were censored at the date when cystectomy was done or at the time of their last tumor-free clinical follow-up appointment. For survival analysis, patients were censored at the time of their last clinical follow-up appointment. Cox proportional hazard ratios were estimated to obtain risks of death and to find independent prognostic factors in a multivariate model. Limit for reverse selection procedures was P = 0.1.
To assess the predictive power of different predictor subsets, a logistic regression model was learned for each set. Cross-validation was used to validate the predictive power of the models. Therefore, 70% of the samples were drawn at random to form the training set on which a model was learned, which then was tested on the 30% of bag samples. This procedure was repeated 100 times for each model to get estimates for the prediction error. Student's t test was employed to quantify differences between the error distributions of different models. Data from voided urine samples were described by plotting receiver operator characteristic (ROC) curves of the posterior probability for various predictor subsets. The best operation point was highlighted and the corresponding sensitivity, specificity, and positive and negative predictive values (PV+, PV-) were reported. 
Results
Tissue Microarray Study of Urinary Bladder Cancer.
Immunohistochemical and Molecular Markers. The prognostic effect of the UroVysion kit in concert with four previously described molecular markers (FGFR3, CK20, MIB1, and TP53) was investigated retrospectively. Investigation of UroVysion FISH in a series of 255 primary urothelial bladder cancers using tissue microarray technology was informative in 92.5% (236 of 255) of the cases. Cases of noninterpretable results were due to poor technical quality or lack of epithelial cell content. Polysomy of at least one chromosome was found in 69.9% (165 of 236) and a relative deletion of 9p21 in 45.8% Figure 1 . A to D, analysis of the prediction performance of the three models based on noninvasive predictors (CLINICAL, FISH, and FISH + FGFR3) and the two models based on invasive predictors (molecular grade and immunohistochemistry). The box plots show the area under the ROC curve to predict high histologic grade (A and B) and infiltrative growth (stage ≥pT 1 ; C and D) based on 100 cross-validation experiments. Corresponding ROC curves for the three models based on noninvasive predictors (CLINICAL, FISH, and FISH + FGFR3) and the two models based on invasive predictors (molecular grade and immunohistochemistry). The ROC curves plotted are generated by varying the threshold of the logistic regression model log(p(x)/(1-p(x))) = b_0+sum_{i = 1} {k}b_k*x_k and are the average curves based on 100 cross-validation experiments.
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(108 of 236) of urothelial neoplasms. Results of FGFR3 mutation analysis and MIB1, TP53, and CK20 immunohistochemistry have been published previously (10) and are given in Supplementary Tables 1 and 3 . Table 1 shows the association of UroVysion FISH results with clinicopathologic, immunohistochemical, and molecular parameters. Polysomy and relative p16 deletion was significantly associated with high tumor stage, high grade, and solid growth pattern. Almost all cases with adjacent carcinoma in situ showed polysomy in at least one chromosome (P = 0.004). These data confirm that polysomy and relative p16 deletions are associated with adverse histopathologic characteristics. Interestingly, a relative p16 deletion was predominantly found in solitary compared with multifocal urothelial bladder tumors (P < 0.001). As expected, polysomy and relative p16 deletion were significantly associated with wild-type FGFR3 status, high proliferation, high TP53 immunoreactivity, and abnormal CK20 staining pattern (Table 1) .
Molecular and Immunohistochemical Markers and Disease Course. The end points in the retrospective tissue microarray study were recurrence-free and overall survival. Patients with bladder tumors showing relative p16 deletion or polysomy had a significantly shorter overall survival. Table 2 shows univariate P values for all variables investigated. None of the parameters showed prognostic effect for tumor recurrence.
We investigated the association between the molecular markers and overall survival more closely by adjusting a Cox regression model (Table 3 ). In the global model (including tumor stage, grade, adjacent carcinoma in situ, multifocality, growth pattern, FGFR3 status, MIB1 immunohistochemistry, TP53 immunohistochemistry, CK20 staining pattern, polysomy, and relative p16 deletion), only solid growth pattern proved to be an independent predictor of shorter overall survival (P = 0.002). After stepwise reverse selection (limit P = 0.1), histologic grade, growth pattern, and TP53 immunohistochemistry remained in the model. The estimated probability of death was at least six times higher in patients with high-grade bladder cancer than that in patients with low-grade cancers (P = 0.003).
Assuming different model constructs, the following conclusions can be drawn: (a) histologic grade (high versus low grade) and growth pattern (solid versus papillary) are independent prognostic factors for overall survival and (b) relative p16 deletion and polysomy cannot be considered independent prognostic factors for the survival probability of bladder cancer patients.
Model Comparison. Given the prognostic effect of histologic grade, sensitivity and specificity for the detection of high-grade tumors were calculated. In this study, we compared five different models for their power to predict the surrogate markers high grade and infiltrative tumor growth (stage ≥pT 1 ) using a logistic regression model. The first model consisted of the clinical parameters sex, age, adjacent carcinoma in situ, and multifocality (CLIN-ICAL). The second model comprised polysomy and relative p16 deletion (FISH). The third model extends the FISH model for the FGFR3 mutational status (FISH + FGFR3). The latter two models were constructed with markers, which could also be measured noninvasively using urine. The fourth model was the molecular grading model from van Rhijn et al. (7) and consisted of MIB1 immunohistochemistry and FGFR3 mutational status (molecular grade). The last model consisted of the immunohistochemical markers MIB1, TP53, and the CK20 pattern.
Targeting high tumor grade, the (noninvasive) FISH + FGFR3 model performs slightly better (P = 0.001) than the molecular grading model from van Rhijn et al. (7) with respect to the area under curve (AUC). Both have an AUC of ∼0.9 as shown in Fig. 1A and B. Observing the ROC curves in Fig. 1B in detail, it can be seen that on average FISH + FGFR3 is more sensitive and that van Rhijn et al. molecular grading is more specific regarding high grade. The classic immunohistochemical markers were superior to FISH + FGFR3 (P < 0.001) and the molecular grade (P < 0.001). The clinical markers alone (CLINICAL) perform worse than all other discussed models. FISH analysis alone failed only in 4 of 96 high-grade bladder cancer cases (3 pT 1 and 1 pT 2 tumor). All other high-grade tumors were FISH positive.
Targeting infiltrative tumor growth (stage ≥pT 1 ), the FISH + FGFR3 model and the molecular grading model performed equally well with respect to the AUC (0.9; Fig. 1C and D) . Again, classic immunohistochemistry markers are superior to FISH + FGFR3 and the molecular grade.
Our results show that a model consisting of UroVysion FISH and FGFR3 status (FISH + FGFR3) can predict high grade just as well as the molecular grade proposed by van Rhijn et al. (7) and feature a higher sensitivity. Although a model based on the classic immunohistochemical markers is still the most powerful regarding the target high tumor grade, our FISH + FGFR3 model reaches nearly the same accuracy (0.9 versus 0.95 AUC) only with markers that could be measured with noninvasive techniques using urine samples instead of paraffin-embedded specimens. Parameters and P values of the FISH + FGFR3 logistic regression model are given in Supplementary Table S4 . The model contained polysomy, relative p16 deletion, and FGFR3 mutational status as predictors from which polysomy and FGFR3 status are significant for the prediction of high grade.
Voided Urine Study. An independent set of 119 voided urine samples were investigated to estimate the diagnostic power of the different assays. After cytologic examination, voided urine samples were matched with corresponding biopsies and analyzed for LOH, FGFR3 mutation, polysomy, and relative p16 deletion using UroVysion FISH. A mutated FGFR3 gene was found significantly more frequent in patients with malignant disease (P = 0.005; Table 4 ). Only one patient with a normal biopsy was found to have a urine specimen with mutated FGFR3. Of note is that the same patient developed a pT a G2 bladder tumor with mutated FGFR3 within the same year of follow-up. Mutated FGFR3 was significantly associated with a positive cytologic result (P < 0.001; Table 4 ). None of the cytologically negative cases displayed a FGFR3 mutation. Separate results of the analysis of voided urine samples for patients with high-grade (n = 40) and low-grade (n = 41) bladder tumors are given in Supplementary Table S5 .
Sensitivity, specificity, and positive and negative predictive values for the detection of bladder cancer cells in voided urine were calculated ( Fig. 2A-F) . Six different models were investigated for their power to predict bladder cancer cells in urine. The three methods (CYTO, LOH, and FGFR3) were tested individually ( Fig. 2A-C) . Additionally, FGFR3 and LOH analysis were tested in combination with cytology (CYTO + FGFR3, and CYTO + LOH). Targeting neoplastic cells, the combination of cytology with LOH and FGFR3 analysis performed equally well, respectively. Observing the ROC curves in Fig. 2D and E in detail, it can be seen that on average CYTO + FGFR3 is slightly more sensitive and CYTO + LOH is more specific for the detection of bladder cancer cells. The combination of the three techniques (CYTO + LOH + FGFR3) did not add significant diagnostic advantage (Fig. 2F) when compared with the dual models. Results of the FISH assay could not be included in the logistic regression analysis for cancer cell detection because only 2 of the 38 (5%) nonneoplastic urine samples were analyzable with FISH. Sixty-nine percent of the urine samples from patients with a malignant bladder biopsy were UroVysion FISH positive. Measures of the performance of the various assays for the detection of highgrade versus non-high-grade tumors are provided in Supplementary Fig. S1A to F.
Discussion
In this study, we show that the combination of classic cytology with LOH analysis reaches the highest diagnostic accuracy for the detection of urothelial bladder cancer cells in voided urine samples.
To analyze large numbers of bladder cancer specimens, we first evaluated a tissue microarray comprising 255 consecutive, primary bladder cancers. In our survey, solid growth pattern and high histologic grade were the most important prognostic factor for overall survival. However, histologic grading has a high interobserver variability with varying prognostic implications (19) . Burger et al. (25) have shown that the current WHO classification (20) reflects the outcome of bladder cancer patients more accurately than the 1973 classification system (26) . The authors concluded that novel methods including molecular markers need to be evaluated for clinical use. In a second study on urothelial bladder cancer from the same group (n = 221), Burger et al. (25) Fig. 1A and B) .
In general, urethrocystoscopy (every 3-4 months for the first 2 years and longer intervals in subsequent years) remains the standard of care for the detection and follow-up of urothelial bladder cancer. Interestingly, van der Aa et al. (27) have assessed the discomfort and pain reported during follow-up of patients (n = 220) with non-muscleinvasive low-grade urothelial bladder cancer comparing urethrocystoscopy and surveillance by microsatellite analysis. According to van der Aa et al., periodic urethrocystoscopy caused pain and discomfort in about a third of patients, whereas the burden of microsatellite analysis appeared fully attributable to the waiting time for the test result. The authors concluded that less invasive surveillance tests are urgently needed (27) .
But can the results of our aforementioned tissue microarray study be used for the detection of neoplastic cells in voided urine? To address this question, we estimated the diagnostic power for the detection of bladder cancer cells in 119 voided urine samples using LOH and FGFR3 analysis, UroVysion FISH, and cytology as predictors. We could show that the combination of classic cytology with LOH analysis (CYTO + LOH) significantly increased the accuracy to detect malignant urothelial cells in voided urine (Fig. 2E) . In our study, sensitivity and specificity of conventional cytology was already 88.2% and 79.4% (AUC = 0.894; Fig. 2A) . Using a combination of cytology and FGFR3 analysis (CYTO + FGFR3), sensitivity and specificity could not be increased (Fig. 2D) . The combination of cytology with microsatellite analysis (CYTO + LOH) was able to increase specificity (97.1%) and the area under the ROC curve (Fig. 2D) . However, sensitivity slightly decreased to 79.4%. Combination of the three techniques (CYTO + LOH + FGFR3) did not add significant diagnostic advantage (Fig. 2F) .
These results are contrary to data published by van Rhijn et al. (28) who have also combined LOH and FGFR3 mutation analysis (molecular grade) for the detection of urothelial cancer cells in voided urine. After cytologic examination, an independent set of voided urine samples was matched with corresponding biopsies and analyzed for LOH, FGFR3 mutation, polysomy, and p16 deletion using UroVysion FISH. Combining results of LOH and FGFR3 mutation analysis, the sensitivity of the combined approach increased to 89% and was superior to the sensitivity of conventional cytology for every clinical subdivision (28) . In our study, however, sensitivity and specificity of conventional cytology were already very high (88.2% and 79.4%). The area under the ROC curve in Fig. 2A (AUC 0.894) could only be increased by adding the results of the microsatellite analysis (AUC 0.936; Fig. 2E) .
Recently, van der Aa et al. (18) have reported the results of a longitudinal prospective multicenter trial for surveillance of patients with low-grade non-muscleinvasive urothelial cancer using microsatellite analysis (n = 228). The authors concluded that microsatellite analysis on voided urine samples is not sufficiently sensitive to recommend implementation in routine clinical practice.
Classic cytology is still regarded as an important adjunct to urethrocystoscopy. Cytologic examination of voided urine is cheap, established in almost every pathology department, and should be part of any bladder cancer surveillance protocol. However, application of urine cytology is operator-dependent and can be hampered by the low sensitivity for low-grade lesions (29) . In contrast to our study, simultaneous cytologic examinations were not taken into account by van der Aa et al. when calculating sensitivity and specificity of the various tests (18, 28) .
The combination of cytology with LOH analysis reached the highest diagnostic accuracy for the detection of urothelial bladder cancer cells in voided urine samples. A monitoring scheme alternating invasive cystoscopy with a combination of noninvasive techniques (including classic urine cytology and LOH analysis) could reduce unpleasant interventions and improve follow-up compliance of patients with recurrent urothelial bladder cancer.
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